www.bio-protocol.org/e3289 b. Split approximately 50 ml buffy coat evenly into four 50 ml conical tubes (12.5 ml per tube).
c. Add 22.5 ml DPBS to each tube containing pure buffy coat to bring the volume up to 35 ml.
(The ratio of DPBS to buffy coat should be greater than 1:1.) d. Shake vigorously (or vortex) the 50 ml conical tubes for 10 s. This is important to prevent clumping of cells which will affect isolation and can cause RBC contamination. e. Shake lympholyte-H vigorously just before use.
f. Work in a biosafety cabinet with lights off.
Note: Lympholyte-H is light sensitive.
g. Place a sterile glass Pasteur pipette into the bottom of a 50 ml conical tube containing the blood/DPBS mixture. Add Lympholyte-H to the glass Pasture pipette using a gun pipette. This is best accomplished using a 10 ml stripette with the power setting on the gun pipette set to "gravity". A total of 10 ml of Lympholyte-H should be added per 50 ml conical tube.
h. Lympholyte-H should immediately begin to form a layer on the bottom of the conical tube, clearly separated from the buffy coat (Figure 1.h ).
i. Add a total of 10 ml lympholyte-H to each 50 ml conical tube. j. Repeat for each 50 ml conical tube. The final volume in each tube will now be 45 ml. 15. GFP + cells are considered to be HIV-1 + as all infected cells using this virus will express GFP.
The addition of CD14 and viability markers ensure that cells analyzed are monocytes (i.e., CD14 + ) and living (i.e., Live/Dead Violet -).
Data analysis
1. Analyze all data using FlowJo v10.5 or greater (or other FACS analysis software per your preference). 
